Knockdown of MMP7 and cell migration assay
PC3 cells were transfected wtih siRNA of MMP7 oligos or scrambled control oligos (Dharmacon), and cell lysates were collected 48 hrs later for Western blot. At 48 hrs post transfection followed with serum starvation for 16 hrs, the scratch was performed on confluent cells in 24 well plates in triplicates using a 200 ul pipette tip. The distances of closure were recorded by microscope photography 24 hrs post scratch, and were measured for statistical analysis.
Real time quantitative PCR (qRT-PCR)
Quantitative qRT-PCR analysis was performed as previously described [1] . Briefly, total RNAs were extracted from PC3-Scrambled and PC3-shARF cells using TRIZOL reagent (Invitrogen). The total cDNAs were synthesized by reverse transcription with SuperScript III first-strand synthesis kit (Invitrogen). Real-time quantitative PCR was performed with a Bio-Rad CFX96 real-time system in triplicates in a 20 μl reaction volume consisting of 10 μl iQ SYBR Green Supermix (Bio-Rad), 3 μl cDNAs, 0.5 μM of each primer for each sample, using the MMP7 primers: sense, 5′-tgagctacagtgggaacagg-3′; and antisense, 5′-tcatcgaagtgagcatctcc-3′ [2] . The level of target mRNA was determined by comparative CT method (ΔΔCT).
Cycloheximide (CHX) chase assay
To analyze the effect of ARF knockdown on the stability of MMP7 protein, CHX chase assay was conducted according to the method described previously [3] . Briefly, PC3-Scrambled and PC3-shARF cells were treated with CHX at 50 µg/ml for 0, 1.5, 3, 5, 7, 23 hrs, and cell lysates were collected for Western blot.
